percentage. Gel electrophoresis analysis of PCR-amplified products of random-selected clones using 5′ and 3′ sequencing primers to the pCANTAB 6xhis plasmid. (B) IMGT V-QUEST analysis of the germline gene family distribution (IgVH, left; IgVL, right) matches the variable domain sequences of random-selected clones (identity > 90%).
Supplementary Figure S2: Optimization of the stripping parameters for library selection. (A) PBS-EDTA detached
HCCLM cells were shake incubated at 4°C for 1 h with the primer phage scFv library or helper phage M13K07 at the same titer. The binding was measured by flow cytometric analysis (biotinylated anti-M13 McAb, 1:600, streptavidin-AF647, 1:1000). (B) The bound phage library was washed for different times with different stripping buffers: (1) 100 mM glycine/1 M NaCI, pH 2.5, (2) 100 mM glycine/0.5 M NaCI, pH 2.5, (3) 100 mM glycine, pH 2.5, (4) 0.5 M NaCI/PBS, pH 7.0. Residual binders on the cell surface were compared by flow cytometric measurement. *The bindings of H103, H18S (negative control) and E4B7S (unrelated control) scFv Abs were determined with the mixture of mouse anti-his (1/300) Ab and AF647 conjugated goat anti-mouse IgG (1/300). The bindings of hypoxia-marker Ab GT12 (mouse full-length IgG targeting Carbonic Anhydrase IX) were only detected with AF647 conjugated goat anti-mouse IgG (1/300). Mean values of median fluorescence intensity from three independent experiments are shown.
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